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U.S. APPLICATION NO: 10/502,235 

35 use §371 DATE: 22 July 2004 

FOR: METHODS OF OBTAINING ISOFORM SPECIFIC EXPRESSION 
IN MAMMALIAN CELLS 

Mail Stop: PCT 

Commissioner for Patents 
PO Box 1450 

Alexandria, VA 22313-1450 

DECLARATION BY MALGORZATA ANNA KISIELOW PURSUANT TO 37 C.F.R. SI. 131 

I, Malgorzata Anna Kisielow, a citizen of Poland, hereby declare as follows: 

1 . I am lire inventor of the subject matter described and claimed in the above-identified 
patent application. 

2. Prior to November 2001 , 1 had completed my invention as described and claimed in 
the above-identified patent application in Switzerland, a WTO country, as evidenced by the 
following: 

Prior to November 2001, 1 conceived and tested the method of isoform-specific 
siRNA knockdown described and claimed in the above-identified application as evidenced by the 
poster from the 2001 annual meeting of the Friedrich Miescher Institute for Biomedical Research 
attached hereto as Exhibit A, this meeting took place prior to Novemebr 2001 ; 
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I declare further that all statements made herein of my own knowledge are tnie and that all 
statements made on infomiation and belief aie believed to be true; and fiutlier tliat tiiese statements 
are made with the knowledge that willful false statements and the like so made are punishable by fine 
or imprisonment or both, imder §1001 oflltleXVIII of the United States (Me, and that such willful 
false statements may jeopardize the validity of this Application for Patent or any patent issning 
thereon, 

Vlaigoi?ata Auua Kisielo\s l>ate 
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Isofdrm-Speciflc Kiiock-Bowii and 
Knock-Ill In a Week 

Malgorzata Kisielow, Michiaki Nagasawa & Yoshikuni Nagamine 



Introductbri 



ifit? ^e-fnce (ftNAi) IS a prooc- >vh c < t lo t - 
f!^M nolpru'?^ of* or sihn ^ u cxortb-.it ' - ^ ^ 
with 0 corresoottding sequence. The moieciilor inechaRisin or 
RNAi IS m1 completed undel^stood but rt is Known that «!hoi't 
interfering SNAs. dcubfe stronded fragments ll-iS bpi m 
tetigth, at* the mediators of ftis highiy specific process ^sss 
rs;:.!, ftecentiy. it was reported that the introduction of 
chemieaiiy synthesisied siWMs con Suppress gene expressiOM in 
mofntnalian ceiis, We used this approach fa knock-dowr) St\cA in 
Hei,a ceils. ShcA is on adapter tnofeeute involved ift rnony 
processe-s including fnitogenens, troftsforreatton, apoptosis and 
cytokifie prodycticrt. It ejiists in three isisforms p66. p52 and 
p46 that differ only in theB- omiKii-tErmifxil regions is.as i-igS.:. 
We also tnea to Silencft nnd ejtpress ShcA in an isoform- 
specific monner. 



Results 



Sy irt odue rg RMA <ie i red isgainst the e<}««-ce c mmo<i 
to all t ee 0 »s w mofxtged to recu e hc^ 

cxpres or !jy over 9•>^ m hela el! a !^ s ^ff<!ct 



i, this effiect was also stable tor 3-6 



Tc "et 1*0 f «pec fie exppessior oil tnree I a ti wv^e 
siieKc«<3 with 0 human specif l< siHHA foltewcd hv the 
introduction of expressiwi vectors encodino mouses Shcrt 
isoforms. Thts mcleed iMWulted in the expression of indivfduai 
p46, p&a or p66 isoform i> w. fix 




tig.* ;■:!-.,..(: >: :>v.. oCSticA «'>eiisiinst!SiJ«;(!csiH,N.^sa«i!t.!Wk-j: 
iuoasvvH(i(AJSJii»t!5Ci<)i!>itei.a:i!i.>i. A-fawsS-dsw) o( SiKA. f..w.! !. 

siR\'A) iMlls were ft»»fc«t«l wild l,(!W)isi«i)i«i SOW nfciu ll-m 1), « 
«jWi«ioK v«.1uf!c ftw ji4*Sl)cA (isis 5;, pSSSiisA (Sain (.\ aik isJrfiSlii A (Im 
Ti. tjoc «, iti)K»(cii silli Swupios was wtiKliiti 'IS touts [««!■ 



Discussion 

Mony tUfsaryol !t; (jetiss Or e expresss-a m multiple i.^oftwrns. por 
The stuov of Lndiyiduot isotorms in a cisor backnrour.d a 
conventiomi aoproach is *o ectopicailv express the iiKiivfrfyol 
Wild-type or wiitant isoforw in ceils or animais in which tiie 
t'sroei^ijfiv i> dpiftec a lenqtny proceu <. t " j' tT<f up 10 

Usmc) 0 new ahd efficient method for oene sileociR.3 siftM/^s 
ive snow tf>«t 0 parJicular isotorm of &hn/\ protelp con be 
siiencao ana/ or expressed in mamsnaiion c&Us <n less then 0 
I e " , cTvatft, tobic t'" "t e ^ '> i 

which pr-iivides a suftici-jnt wihdow of tune iti ivhicfi to conduct 

Now we ^ il u Uvs. a'j"i cnrh to tudy the ef fee' 0- iiif ^ere't 
ShcA isof orniis on {jrowth factor-inducecf signaling. 



